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ropy microscopy. Second-harmonic generation images and polarization anisotropy profiles of corneal stroma heated in the
35–80C range are analyzed by means of a theoretical model that is suitable to probe principal intramolecular and interfibrillar
parameters of immediate physiological interest. Our results depict the tissue modification with temperature as the interplay of
three destructuration stages at different hierarchical levels of collagen assembly including its tertiary structure and interfibrillar
alignment, thus supporting and extending previous findings. This method holds the promise of a quantitative inspection of funda-
mental biophysical and biochemical processes and may find future applications in real-time and postsurgical functional imaging
of collagen-rich tissues subjected to thermal treatments.INTRODUCTIONCollagen is the most abundant protein in the body and the
main component of the extracellular matrix in connective
tissue. Its tertiary structure involves three intertwined
a-helices (triple helix) with the repetition of the peptide
sequence lysine-proline-hydroxyproline, which is highly
stabilized by interconnecting hydrogen bonds (1). Fibril-
forming (fibrillar) collagen is the principal responsible for
the structural and organizational framework of the skin
dermis, blood vessels, bones, tendons, cornea, and other
tissues. In this type of collagen, molecules are packed in
a quarter-staggered array and connected by covalent cross-
links to form fibrils that are a few to ~100 nanometers in
size (2,3). Some tissues are characterized by two or even
three hierarchical levels of organization at progressively
larger length scales beyond the fibril such as fibers and fasci-
cles in tendons, and lamellae in corneal stroma.
Thermograms of tissue samples containing a collagen
network and heated up to 90C revealed a composite endo-
thermic peak centered around 65C, which portrays the
denaturation of collagen as a sequence of concatenated
subprocesses (4,5). Such a complexity calls for sensible
and specific techniques to go deep into the fine dynamics
of extracellular matrix disassembly. The pursuit of informa-
tion down to the supramolecular scale has led various
authors to use functional microscopic approaches. Relevant
examples from the literature include polarized-light micros-
copy (6), atomic force microscopy (7), single- (8,9) and
multiphoton (10) fluorescence microscopy, and second-
harmonic generation (SHG) microscopy (11–14). Among
others, the latter holds the promise of high contrast, collagen
specificity, high resolution, and minimal invasivenessSubmitted April 24, 2012, and accepted for publication July 27, 2012.
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0006-3495/12/09/1179/9 $2.00(15,16), which is drawing interest for the analysis of tissue
disorders in basic investigations and clinical pathology
(17–24). SHG is a frequency-doubling optical scattering
process, which stems from coherent interaction of tightly
focused ultrashort light pulses with organized ensembles
of noncentrosymmetric targets with significant hyperpolar-
izability (25,26), including biological components such as
myosin, cellulose, microtubules, and collagen (27–30).
Intense SHG signals are particularly associated with the
regular arrangement of collagen superstructures, which
may be exploited for functional imaging with high speci-
ficity and contrast for this protein without the need for dye
labeling (31). The importance of the overall organization
of collagen for its SHG conversion is typified in its depen-
dence on temperature. When exceeding a loose temperature
threshold, there begins a progressive decrease in the SHG
intensity from collagen, which has been ascribed to the
onset of degradation of its architecture with loss of scat-
tering coherence (8,32,33). Proposals for using the modula-
tion of SHG intensity to detect collagen denaturation have
been reported in a number of publications on different
tissues, including tendons (8,11), skin (13), and cornea (34).
Because the SHG intensity is governed by the mutual
orientation between the exciting electric field and the orien-
tational distribution of the emitters within the focal volume,
the implementation of SHG microscopy with a polarization
setup may provide unique morphofunctional details (35–
42). The modulation of the laser polarization has already
proven useful to investigate different biological phenomena
such as fibrillogenesis (37) and muscle contraction (27), as
well as pathological disorders such as osteogenesis imper-
fecta (43) and cancer (44). In a recent work, we have
proposed an empirical analysis of both SHG micrographs
and SHG polarization anisotropy (SPA) profiles to parame-
terize the damage induced by low-power continuous-wavehttp://dx.doi.org/10.1016/j.bpj.2012.07.055
1180 Matteini et al.diode laser treatment of corneal stroma (45). In this contri-
bution, we aim to exploit the full power of the SPA approach
to resolve the mechanism of thermal denaturation of fibrillar
collagen into its fundamental molecular steps. We imple-
ment a theoretical model based on the simulation of the
SHG signal from three-dimensional constructs of emitters
to retrieve principal parameters of the molecular and supra-
molecular assembly of collagen.MATERIALS AND METHODS
Sample treatment
The investigation of collagen transitions was carried out on corneal stroma,
which was taken as a convenient model of collagenous tissue due to its
regular distribution of parallel collagen fibrils and scarce presence of
cellular components (46,47). Forty corneal buttons were excised from
freshly enucleated (4 h postmortem) eyes of pigs aged 9–11 months. Trans-
parency and integrity of the corneal specimens were inspected under
a stereomicroscope before utilization. Samples were then immersed in
a water bath for 4 min to reach thermal equilibrium (48). Temperature
values were 35 (control), 40, 45, 50, 55, 60, 65, 70, 75, and 80C. Immedi-
ately after the thermal treatment, samples were sliced in 1-mm-thick cross
sections with a razor blade and stored under formalin for no longer than
52 h until acquisition of the SHG images. Three samples per temperature
were analyzed.
Portions of thermally treated corneal slices were then processed for trans-
mission electron microscopy (TEM) measurements (49). In brief, samples
were fixed in 2.5% (v/v) glutaraldehyde in 0.1 M phosphate-buffered saline
and cut into 1 mm2 pieces, which were postfixed in 1% (w/v) osmium
tetroxide and, after sequential dehydration, infiltrated in epoxy resin. Ultra-
thin (60–90-nm thick) sections were cut, stained with uranyl acetate and
lead citrate, and examined with an electron microscope (CM-12; Philips
Industries, Eindhoven, The Netherlands). Representative micrographs of
stromal regions were taken from each specimen.FIGURE 1 (A) Schematic representation of the geometrical framework
behind the model formulation. A collagen molecule is represented as a helix
for simplicity. (B) Plot of the altitude angle from the polarization plane
(i.e., inclination d with azimuth 4 ¼ 90) of a collagen molecule versus
forward-scattered SHG intensity averaged over a, as it follows from the
model in the text.SHG microscopy system
SHG images were acquired with an inverted laser scanning microscope
equipped with a mode-locked femtosecond Ti:Sapphire laser (Mira 900;
Coherent, Santa Clara, CA) emitting at 880 nm, as described in detail in
Nucciotti et al. (27) and Cicchi et al. (50). The beam was focused onto
the sample by a 50 0.95 NA oil immersion objective (Plan-Apo,
0.35 mmWD; Nikon Instruments, Tokyo, Japan), and the forward-scattered
light was collected using a 60 1.00 NA-long-working-distance water
immersion objective (Plan-Fluor, 2 mm WD; Nikon Instruments). SHG
light was filtered by a narrow band-pass optical filter centered at one-half
the excitation wavelength (440 5 5 nm, Z440BP; Chroma Technology,
Rockingham, VT) placed in front of a photomultiplier tube (H7713; Hama-
matsu Photonics, Hamamatsu, Japan).
A variable linear polarization of the excitation light was accomplished
through a rotating polarization system, comprising a fixed linear polarizer
and quarter-wave plate to achieve circular polarization and correct polariza-
tion ellipticity, and a linear polarizer mounted on a motorized rotation stage
to modulate the alignment between the exciting field and biological sample
(45). The measured polarization ellipticity after the objective (without
rotating polarizer and sample) introduced by optical components was
within 3%. To minimize detrimental effects of the tissue anisotropy on
the polarization of the excitation beam such as collagen birefringence,
the imaging depth from the tissue surface was set to ~5 mm. In this connec-
tion, we note that the peculiar morphology of corneal stroma with its stack
of lamellae of different orientation is known to relieve the tissue birefrin-
gence (51). In addition, the loss of interfibrillar alignment at high temper-Biophysical Journal 103(6) 1179–1187atures is expected to mitigate these effects in the regime of our principal
interest. For all imaging not intended for the polarization analysis, the
excitation light was circularly polarized. Image areas of 60  60 mm2
(0.12 mm/pixel) were scanned for the analysis.Theoretical and analytical background
The dependence of the SHG signal on the polarization of the exciting light
was exploited to achieve information on the architecture of the collagen
network. For each temperature and field of view, images were acquired at
different polarization angles through the turn at steps of 10. Then SPA
profiles were reconstructed by retrieving the SHG intensity from specific
points as a function of polarization angle. Here we imagine that the laser
focal volume encloses a statistical ensemble of thousands of fibrils, which
consist of stacks of parallel collagen molecules with their individual axes
aligned along their fibrillar axis (3,52).
Before reconstruction of the SPA profiles, data were filtered to select
those points with the average axes of the collagen molecules in the plane
orthogonal to the optical axis of the microscope (termed the polarization
plane hereafter). This filtration was implemented by noting that the SHG
intensity undergoes a monotonic decrease with the altitude angle of the
molecular axes from the polarization plane, as it is implied in the model
below (see Fig. 1 B) and in Ratto et al. (53). Thus by assuming all possible
orientations of the molecular axes to be represented in every 3600 mm2 field
of view and after de-spiking, we took those pixels (~5000 per image, see the
Supporting Material for additional detail) with highest intensity and
achieved the due filtration with an estimated tolerance on the altitude angle
of ~1. Then the corresponding SPA profiles were processed and realigned
to begin with the average molecular axes orthogonal to the drive field at
a ¼ 0, where the angle a is taken to describe the polarization direction
in the lab frame. This condition was fulfilled after rephasing the polariza-
tion profiles to set their absolute minima at a ¼ 0 in agreement with the
model below and with Reiser et al. (40) and Matteini et al. (45). These
preliminary steps were performed to simplify the data analysis, as it shall
be mentioned, by application of a model that combines geometrical and
physical concepts from the literature (37,54–59).
Briefly, let us start with a description of the geometrical framework
behind this model (Fig. 1 A). In the lab frame, light is taken to propagate
along bxL (optical axis, L for lab) and the average orientation of the molec-
ular axes to be along bzL (the realization of this configuration is enabled by
the preliminary filtration and realignment). However, the individual mole-
cules within the laser focal volume are allowed to be misaligned from bzL .
Thermal Transitions of Fibrillar Collagen 1181This misalignment is described by a first rotation by the angle d about bxL
and then 4 about bzL , which are inclination and azimuth in a spherical coor-
dinate system with zenith bzL . These angles are assumed to be distributed
with a certain probability §(d,4) such that hbud;4i ¼ bzL . In the lab frame,
the incident electric field is described by E
u
L ¼ ð0; cos a; sin aÞEu.
To exploit the formalism in common use for the SHG from collagen
molecules, we resort to another frame integral with their principal axes.
Therefore, we need to start with the individual molecule with its particular
misalignment given by d and 4, and then integrate over all molecules that
contribute to the SHG signal. In the individual molecule frame, the incident
electric field reads E
u
Mðd; 4Þ ¼ Rðd; 4ÞEuL (M for molecule), with the rota-
tion matrix
Rðd; 4Þ ¼
0
@ cos 4 sin 4 0cos d sin 4 cos d cos 4 sin d
sin d sin 4 sin d cos 4 cos d
1
A:
This electric field generates a second-harmonic polarization, which is
P
2u
M ðd; 4Þ ¼ cð2ÞM E
u
Mðd; 4Þ : E
u
Mðd; 4Þ:
The polarization
P
2u
L ðd; 4Þ ¼ R1ðd; 4ÞP
2u
M ðd; 4Þ
originates the SHG signal, which may be gauged along any direction in the
lab frame. Now we integrate over all individual molecules inside the laser
focal volume to obtain a coherent dipole moment asD
P
2u
L
E
¼
ZZ
ddd4jsin dj§ðd; 4ÞP2uL ðd; 4Þ:
Finally, the SHG intensity in the forward direction, i.e., along bxL , is
given by
I 2ufP2uL y2þP2uL z2
(55,58). The expansion of this framework allows us to describe the SHG
intensity as an explicit function of the interfibrillar disorganization and in-
tramolecular configuration, which are the parameters of our principal
interest. Indeed the probability§(d,4) represents the distribution of molec-
ular axes, which relates to the interfibrillar disorganization because of the
alignment of molecules in fibrils (3,52). The tensor c(2)M encodes the intra-
molecular configuration of SHG emitters, as it is extensively discussed in
Plotnikov et al. (54), Tiaho et al. (55), and Su et al. (58).
Without pretension to devise an accurate portrayal of interfibrillar rela-
tions, we take the angles d and 4 to follow a uniform distribution within
a spread s. In practice, the angle s provides an effective parameterization
of the fibrils misalignment. Thus,
§ðd; 4Þ ¼ §dðdÞ§4ð4Þ;
§ ðdÞ ¼ 1 HðdÞHðs dÞ;d ð1 cos sÞ
§ ð4Þ ¼ 1 Hð4ÞHð2p 4Þ;4
2p
and H is the Heaviside step function (see the Supporting Material for a brief
discussion of relevance and rationale behind this choice). Next, we take
inspiration from Su et al. (58) to write the second-order susceptibility
tensor for collagen molecules in their frame, i.e., with their principal axesalong czM . According to the literature (54,58), the symmetry of these mole-
cules leaves four independent tensor elements only, i.e.,
c
ð2Þ
M xxz ¼ cð2ÞM xzx ¼ cð2ÞM yyz ¼ cð2ÞM yzy;
c
ð2Þ
M xyz ¼ cð2ÞM xzy ¼ cð2ÞM yxz ¼ cð2ÞM yzx;c
ð2Þ
M zxx ¼ cð2ÞM zyy;and
c
ð2Þ
M zzz;
whereas the others are null. In turn, these elements may be devised in terms
of the internal structure of the collagen molecules as
c
ð2Þ
M xxz  A
cos q sin q2
2
; (1)
c
ð2Þ
M xyz  0; (2)c
ð2Þ
M zxx  cð2ÞM xxz; (3)c
ð2Þ
M zzz  A cosq3 (4)(58). Here A comprises the density and hyperpolarizability of peptide
bonds, which are the main molecular SHG emitters, and q is a pitch angle
that describes the inclination of these peptide bonds in their a-helix with
respect to the principal axis of the collagen molecule (55). The small
contribution from methylene groups of proline and hydroxyproline is over-
looked. Here we focus on possible transformations of the tertiary structure
and disregard alterations of the primary structure of collagen up to the late
steps of its denaturation. Therefore we neglect the dependence of A on
temperature (we note that according to Sun et al. (10) the molecular
density keeps constant with temperature) and take q to measure the struc-
tural conformation and extent of thermal modification of the collagen
molecule.
Once these notions are implemented in the model, I2u happens to depend
on a as well as s, A, and q, with the exact value also scaling with various
factors such as fundamental constants and experimental parameters
(distances, detection efficiencies, etc.). For the sake of convenience, these
factors may be incorporated into A. With all these precepts, I2u is written
as an explicit function of a, which may be used to fit the experimental data
with one temperature-independent parameter, i.e., A, and only another two
temperature-dependent parameters, i.e., s and q (see the Appendix for
details).
For each temperature, we defined an experimental polarization pro-
file as the average of 100 polarization profiles taken from individual
points after filtration and rephasing. These experimental data at different
temperatures were fitted with a fixed value for A and variable values for
s and q.
We note that this overall framework does not inherently require the func-
tion §(d,4) to be compliant with hbud;4i ¼ bzL , which reflects our prelimi-
nary filtration and realignment. Conversely hbud;4i may be used as another
two fit parameters for a complete three-dimensional mapping of the fibril
orientations without any preliminary operation. However, this approach
prevents the treatment of average polarization profiles. Here we declined
this choice, which would have entailed too-low signal/noise ratio and too
many fit parameters at the expense of a poor determination of the angles
s and q of our principal interest.Biophysical Journal 103(6) 1179–1187
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SHG images of control samples (Fig. 2) reveal waving super-
structures 1O 4.5-mm large composed of ~0.5-mm collagen
bundles. The former are ascribed to corneal lamellae with
fibrils that lay in and out of the image plane, which coincides
with the polarization plane and originates the characteristic
pattern of light and dark stripes respectively, whereas the
latter corresponds to the minimum resolvable distance of
the microscope as it is discussed in Matteini et al. (45).
This arrangement does not undergo substantial changes
up to 50C despite a modest decrease of SHG signal. Instead
significant modifications of the collagen network emerge
from above 55C, accompanied by a sudden reduction of
SHG intensity, which amounts to as much as two orders
of magnitude at 80C (Fig. 3 and Fig. 4 A and see the Sup-
porting Material for a brief discussion of signal/noise
ratios). These results agree with previous studies in which
a similar signal drop was observed and taken as evidence
of some collagen network destructuration (8,13,32).
To gain further detail on these changes, we compared SPA
profiles as a function of polarization angle of the exciting
light over a 0O 180 range. The variation of SHG intensity
exhibits a typical pattern of alternating minima and maxima
(Fig. 4 B, where data were folded into one quadrant). Abso-
lute minima correspond to a condition of orthogonality
between linear polarization of the exciting field and average
principal axis of the collagen fibrils. The modulation of
these profiles reflects the anisotropy content of the sample
and may be exploited to derive relevant parameters of phys-
iological interest. Here we implemented the theoretical
model described above to fit the polarization data and quan-
tify the rate of organization at different hierarchical levels of
fibrillar collagen. The fit of the data at 35C was performed
with three free parameters, i.e., A, s, and q. Instead, A was
kept constant for the successive analysis, and so the data
at temperatures exceeding 35C were fitted with two free
parameters only, i.e., s and q. Despite the strictness of these
constraints, the experimental and theoretical profiles are in
excellent agreement (Fig. 4 B), which provides a validation
of our analytical method.
An evaluation of the angular misalignment of collagen
fibrils (s) at successive stages of thermal treatment is dis-FIGURE 2 (A) Example SHG image of a control corneal sample (50 
50 mm2) showing 0.5-mm collagen bundles running parallel within super-
structures, which are ascribed to stromal lamellae with fibrils laying in
and out of the image plane, as further evidenced in (B) the three-dimen-
sional rendering of a selected 5  5 mm2 area.
Biophysical Journal 103(6) 1179–1187played in Fig. 5 A. The angular spread is found to progres-
sively increase between 35 and 60C and then take
a constant value of ~52, which denotes the coexistence of
orthogonal fibrils. We note that the modification of fibrillar
misalignment develops well below 65C, which is the
threshold for collagen denaturation (60), and thus requires
another interpretation. Although a complete description of
this phenomenon goes beyond the scope of this study, we
propose that an increase of the angular spread may correlate
with structural modifications of interfibrillar proteoglycan
bridges that underpin the connective network.
These glycoproteins feature long glycosaminoglycan fila-
ments that, under homeostatic conditions, secure the mutual
positions of adjacent collagen fibrils by interchain interac-
tions (61). These interactions were shown to weaken already
below 60C by Fourier transform infrared spectroscopy (62)
and nuclear magnetic resonance (61) under in vitro condi-
tions, which may play a principal role in the loss of regu-
larity of the interfibrillar disposition. Indeed this picture is
coherent with the increase in angular spread shown in
Fig. 5 A. The possibility of low-temperature modifications
of noncollagenous species impairing the regular architecture
of the native collagen network is in agreement with our
previous observation of a tissue transformation without
loss of integrity of individual collagen fibrils, which was
induced by laser surgery at temperatures not exceeding
65C (49,63).
The dependence of the SHG intensity on the polarization
angle also gives insight into subtle modifications occurring
below the fibrillar level. In particular, we investigated the
angle that represents the average orientation of the peptide
groups of collagen molecules in their a-helix envelopes.
The plot of q versus temperature (Fig. 5 B) shows values
around (48 5 3) for temperatures up to 55C, which is
in agreement with the native helical pitch of collagen as
found by x-ray diffraction (64) and former SHG analysis
(55,58). At higher temperatures, we estimated a larger vari-
ance, which may reflect the incidence of molecular disorder
and progressive deterioration of the triple helices. Above all
q is found to gradually increase up to (87 5 7) at 80C.
This substantial increase in pitch angle may account for
a collapse of the triple-helix structure (including a longitu-
dinal shortening and a consequent lateral swelling), which
characterizes the fibrillar protein unfolding in denaturation
events featuring a helix-to-coil transformation (60,65–67).
The variation of q from 48 to 87 corresponds to a lateral
swelling that may be roughly quantified at ~30%, in quali-
tative agreement with previous reports (68). The observed
variation of qmay find its biochemical basis in the breakage
of intramolecular hydrogen bonds (69), which keep the
triple helix of collagen together, eventually leading to
a contraction along the fibril axis (70,71). On the other
hand, the complete loss of SHG signal above 80C may
be contributed by the breakdown of the regular peptide
assembly and substantial loss of fibrillar integrity. The latter
FIGURE 3 SHGmicrographs of corneal samples heated in a water-bath at different temperatures (reported in C in the top-left corner of each image). Each
image corresponds to an area of 60  60 mm2.
Thermal Transitions of Fibrillar Collagen 1183fits well into the last step of collagen denaturation, which
was already hypothesized to result from hydrolysis of
mostly covalent cross-links between and within collagen
molecules, ultimately leading to a complete disintegration
of the collagen fibrils at a microscale and full homogeniza-
tion of the connective tissue, as it becomes observable over
a macroscale (72–74).CONCLUSIONS
A careful analysis of SPA profiles depicted the thermal
denaturation of fibrillar corneal collagen as the interplay
of three main events at different hierarchical levels of the
collagen architecture as summarized in Fig. 6, A–D, and
detailed in Fig. 6, E–H. A TEM check at different stages
of thermal treatment was carried out to support the SHG
investigation as reported in Fig. 6, I–L:FIGURE 4 (A) Modulation of SHG intensities at increasing tempera-
tures. (B) SPA profiles (average of n ¼ 100 profiles from single image
pixels): experimental data (circles) and analytical fits (lines) in the control,
40, 45, 50, 55, 60, 65, 70, 75 and 80C samples (in the order which may be
inferred from panel A, note that the intensity axis is linear above and loga-
rithmic below unity).Step 1. The observation of a progressive variation in the
interfibrillar misalignment suggested a first low-
temperature transition, probably affecting noncollage-
nous species and impairing the supramolecular
assembly of collagen from just above physiological
temperature.
Step 2. A significant variation in the triple-helix pitch
angle beyond 55C was found to be in good agree-
ment with the onset of molecular unfolding and
fibrillar contraction. This came with a substantial
decrease in SHG intensity.
Step 3. The SHG intensity progressively reduced to back-
ground levels upon loss of the cross-linking network
at temperatures exceeding 80C.
Our theoretical and analytical framework proved effec-
tive to identify multistep thermal transitions of fibrillar
collagen in a model connective tissue. This study suggests
that the SPA analysis may provide crucial and quantitative
information about the collagen network, which is not
available frommere intensity measurements. The possibility
to track molecular and supramolecular collagen modifica-
tions without the need for invasive and time-consumingFIGURE 5 (A) Values of the angular spread among collagen fibrils (s)
and (B) orientation of the a-chains within the triple-helix envelope (q)
versus temperature.
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FIGURE 6 Proposed three-step model of collagen denaturation as deduced by SPA analysis (A–H) and supported by TEM (I–L). (A) At control temper-
ature, collagen fibrils are regularly organized in a parallel arrangement with similar interfibrillar spacing provided by proteoglycan bridges between fibrils
(E). Each fibril features a regular quarter-staggered packing of collagen molecules built up by intramolecular and intermolecular covalent bonds (indicated in
the magnification by arrows). (I) Typical appearance of control corneal stroma at the border (dashed line) between two orthogonal lamellae. (B, F, and J) As
temperature rises, the regular fibrillar arrangement is impaired (step 1) as suggested by the increase of the angular spread among fibrils, which is ascribed to
the breaking of interfibrillar bridges. (G) Starting from 60C, higher values of the triple-helix pitch-angle fit with a progressive collapse of the collagen mole-
cule (step 2) due to the hydrolysis of the intramolecular H-bonds and responsible for a shrinkage parallel to the axis of the fibril. (C and K) As a consequence,
fibrillar edges appear frayed and the average fibrillar diameter increases. (H) The substantial loss of SHG signal beyond 80C suggests a full breakdown of the
regular peptide assembly (step 3) due to the hydrolysis of covalent cross-links between and within collagen molecules, causing full denaturation of collagen
and homogenization of the tissue (D and L). Panels E–H are not to scale; panels I–L: bar ¼ 200 nm.
1184 Matteini et al.histological and labeling procedures adds interest for this
approach in fundamental research, as a complementary
method with respect to conventional ultrastructural tech-
niques such as electron microscopy and x-ray diffraction.
Moreover, this analysis may hold the promise of future
applications in the clinical context such as to monitor the
heat damage induced in connective tissues during thermal
surgeries with high sensitivity and to follow the restoration
of the collagen architecture during the postoperative healing
period. We anticipate that a minimally invasive measure-
ment of collagen modifications may become relevant well
P2uL y
ðaÞ ¼c
ð2Þ
M xxzðqÞ

sin2s=2þ

1 cos4s=4
sin a cos a ¼


2c
ð2Þ
M xxzðqÞ þ o

s2

sin
Biophysical Journal 103(6) 1179–1187beyond thermal surgeries for a broad variety of pathological
and accidental conditions.APPENDIX
In this Appendix, we give the explicit formulation of the analytical function
that was used to fit the experimental data,
I 2uðaÞf
h
P2uL y
ðaÞi2þP2uL zðaÞ2þε;
withsin4s=4
	
 cð2ÞM zxxðqÞ sin4s=4þ c
ð2Þ
M zzzðqÞ sin4s=4
1 cos s
a cos a;

P2uL z
ðaÞ ¼ c
ð2Þ
M xxzðqÞ sin4s=4þ c
ð2Þ
M zxxðqÞ

sin2s=4þ

1 cos4s=8þ sin4s=8
	
þ cð2ÞM zzzðqÞ sin4s=8
1 cos s cos
2a
þc
ð2Þ
M xxzðqÞ sin4s=2þ c
ð2Þ
M zxxðqÞ sin4s=4þ c
ð2Þ
M zzzðqÞ

1 cos4s=4
1 cos s sin
2a
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c
ð2Þ
M zxxðqÞ þ oðs2Þ
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c
ð2Þ
M zzzðqÞ þ oðs2Þ

sin2a:
Thermal Transitions of Fibrillar Collagen 1185The value ε is a constant background and accounts for diffuse light inten-
sity. The dependence on the fit parameter s is explicitly stated in these equa-
tions. Instead, the fit parameters A and q are embedded in the various
second-order susceptibility tensor elements as in Eqs. 1–4. We note that,
as s tends to zero, these equations turn into to the two-dimensional model
in common use to describe fibrils with their axes flat in the polarization
plane (37,55,57,59,75).SUPPORTING MATERIAL
Three figures are available at http://www.biophysj.org/biophysj/
supplemental/S0006-3495(12)00922-8.
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